The neuropsychological assessment has been conducted by using a battery of neuropsychological tests. Intelligence Quotient has been assessed through The Wechsler Intelligence Scale for Children III (WISC III, Wechsler 1991), a clinical and diagnostic test widely used for the evaluation of cognitive skills in children and adolescents from 6 years to 16 years and 11 months. The Schedule for Affective Disorders and Schizophrenia for School Age Children, Present and Lifetime version (K-SADS PL, Kaufman et al. 2000) has been used to detect current and past features of psychopathological signs/psychiatric disorders according to DSM-IV criteria (4th ed; DSM-IV; American Psychiatric Association [APA], 1994). Emotional Competence has been assessed through Toronto Alexithymia Scale (TAS, Bagby et al., 1994) , a self-report tool originally designed for the Alexithymia Symptoms, routinely used for the evaluation of emotional awareness. Tas consists of three subscales (Difficulties Identifying Feelings, Difficulties Describing Feelings, and Externally Oriented Thinking) and a total scale (ranging from 20 to 100). Tas have 3 score range: from 0 to 50 "non alexithymic subjects", from 51 to 60 "borderline", from 61 to 100 alexithymic subjects". Academic skills have been evaluated through BVSCO-2 ( Battery for the assessment of writing skills in Italian children between 7 and 13 years, Tressoldi et al. 2013) , an Italian standardized writing battery. It has been administered a text dictation test. Motor skills were assessed using Movement Assessment Battery for Children-Second Edition (MABC-2) (Henderson et al., 2007) . This test identifies motor impairments using three specific motor area composites (Manual dexterity, Aiming and Catching, Balance) and a Total Score.
Results
The patient was assessed at the age of 13.6 years (Table I) . Wisc III has revealed a cognitive functioning on the low average. Concerning psychopathological features, the patient does not meet full criteria for any diagnosis on the K-SADS PL. The interview has revealed anxiety traits like frequent awakenings, easy irritability and oppositive behavior, especially with family members. Parents of the patient indicate adherence to rigid and specific routines. Moreover, the patient has reported impairment in recognizing and regulating emotional states. Regarding emotional competence, measured with TAS, the patient obtained a total borderline score, significant for Alexithymia Traits.
According to the BVSCO-2, academic skills are considered adequate for age and scholarization; qualitative observation has not revealed difficulties in graph motor skills. Regarding M-ABC-2, the patient obtained a total score on the average limit with uneven distribution of subscales scores ("Manual dexterity" under the average; "Aiming/cathing" and "balance" on the average). To the clinical observation the patient has shown slowness of manual dexterity process in the first two items of the subtest ("turn the lite-brite"; "turn the bolts"). Furthermore, the patient has shown good abilities in throwing and grasping a tennis ball with both hands; the skill "throw a ball towards a 2,5 meters target" is preserved. The patient has also good abilities in "Zig-zag hopping on mats" and in "Walking heel to toe backward"; fair skills in balance on a table. Figure S1 . N52S and M73T variants do not affect gene and protein expression of TUBB. To exclude that the N52S and M73T variants could elicit compensatory mechanisms that affect TUBB expression, we assessed by Quantitative Real-Time PCR, the levels of TUBB mRNA in patients' cells. As shown in Figure 1SA , there is no significant reduction in TUBB expression as compared to two control fibroblasts. Then, to exclude an effect of N52S and M73T substitutions on TUBB protein stability, we assessed by western blot the amount of total β-tubulin in patients' fibroblasts. The immunoblot analysis, using an antibody that recognizes multiple β-tubulin isoforms, does not any significant variation of total β-tubulin protein levels (A-B). Experiments were conducted in triplicates and values expressed as mean ± SEM.
Materials and Methods
Quantitative Real-Time PCR (qRT-PCR) 500 ηg of RNA samples was reverse transcribed with the SuperScript™ First-Strand Synthesis system and random hexamers as primers (Life Technologies, Carlsbad, CA, USA). The expression levels of TUBB was measured by qRT-PCR in an ABI PRISM 7500 Sequence Detection System (Life Technologies) using Power SYBR Green I dye chemistry (ThermoFisher Scientific, Walthman, MA, USA). Data were analyzed using the 2−∆∆Ct method with GUSB and TBP (TATA box binding protein) as housekeeping genes, and data are shown as fold change relative to controls.
Western Blot Analysis
Fibroblasts were lysed on ice with RIPA buffer, including phosphatase and protease inhibitors (Pierce) and 20 µg of proteins were subjected to SDS PAGE on 4-12% denaturing gel and probed with the following antibodies: β-tubulin (1:1000; 1h Cell Signaling), GAPDH (1:10.000, 1h Sigma). Immunoreactive bands were detected using the Lite Ablot Extend Long Lasting Chemiluminescent substrate (Euroclone). Signals were captured by Chemi DocTM XRS 2015 (Bio-Rad Laboratories, Hercules, CA, USA) and densitometric analysis was performed using Image Lab software (Version 5.2.1, Bio-Rad Laboratories).
